Crk SLS -P238A >95 <5 >1.9
Crk SLS -L231G >95 <5 >1.9
Supplementary Fig. 9 . Effect of the autoinhibitory Crk conformation on its interaction with Abl PPII region. Energetics for the interaction of the Crk-binding P-x-L-P-x-K motif of Abl kinase with WT- Figure 1) gives rise to alternative structures. Thus, it appears that the two proteins use different structural strategies to achieve the same goal, that is, autoinhibition of the SH3 N domain. and in pH 7.5 (green). The data show that Pro238 isomerization is not sensitive to the pH range 5.5-7.5. Similarly, the relative population of the cis and trans isomers is pH independent within this pH range.
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Supplementary Methods
Protein preparation. Isotopically labeled samples for NMR studies were prepared by growing the cells in M9 media supplemented with 1 g l -1 of 15 NH4Cl and 2 g l -1 of 13 C6-glucose. Cultures for all constructs were grown at 37 °C, and protein synthesis was induced by addition on 0.5 mM IPTG at OD600 ~0.4. The cytosolic fraction was separated from the membrane fraction by centrifugation at 70,000 × g. The lysate was loaded on glutathione Sepharose fast-flow 4% agarose resin (GE) preequilibrated with phosphate-buffered saline (PBS), 140 mM NaCl, 2.7 mM KCl, 10 mM Na2HPO4, and 1.8 mM KH2PO4 (pH 7.3). The GST-fused protein was eluted with 10 mM reduced glutathione in 50 mM Tris-HCl (pH 8.0) and was cleaved overnight by the addition of PreScission protease. For the final purification step, the sample was concentrated and applied to a Superdex 75 size exclusion column (GE). For NMR studies, the samples were dialyzed in NMR buffer (50 mM KPi HNCO based experiments were used to measure one-bond N-H and CαC´ RDCs 9 . The alignment tensor was determined as described 10 .
Relaxation measurement and analysis. Three relaxation parameters were measured for all backbone amides of Crk SLS : the 1 H-15 N NOE, the longitudinal relaxation rate R1 and the transverse relaxation rate R2. 15 N R1 values were measured from 2D spectra recorded with relaxation delays 100, 200, 300, 400, 500, 600, 700, 800, 1000, 1200 and 1400 ms; 15 the initial equilibration period, were discarded. Binding isotherms were generated by plotting heats of reaction normalized by the modes of injectant versus the ratio of total injectant to total protein per injection. The data were fitted using Origin 7.0 (Microcal). S16
